Supplementary
. Left and right panels differ by a 90° rotation around a vertical axis. In the right panels, a region of the protein has been removed to allow a view into the cavity. The modeled (PvuRts1I) or experimentally observed (UHRF1) modified base in the pocket is shown in stick representation. In the right panels, the rest of the DNA strand containing the flipped base is also displayed in very faint gray. Chem. 2013, 53:199) . A helix that occupies the position of the DNA in the catalytic domain in the absence of DNA (residues 72-86) and that is likely to shift to the DNA major groove upon complex formation has been omitted from the figure.
Supplementary Methods:
Oligonucleotides: 5′-TCTGCCCACAATGCCGGTGAATCTAGGGTACG-3′ and 5′-CGTACCCTAGATTCACCGGCATTGTGGGCAGA-3′ oligonucleotides either unlabeled or labeled with Cy5 on 3′ ends were purchased from Purimex (Germany) (C stands for unmodified cytosine (C), 5-methylcytosine (5mC), 5-hydroxymethylcytosine (5hmC), or pyrrolocytosine (pyC)). They were dissolved in 20 mM Tris/HCl pH 8.0 and annealed by heating up to 95 °C followed by slow cooling to 4 °C to yield eight combinations of DNA duplexes: C-C, 5mC-C, 5hmC-C, 5mC-5mC, 5hmC-5hmC, 5hmC-5mC, pyC-5hmC and pyC-pyC.
Fluorescence experiments:
Fluorescence experiments were carried out using a Shimadzu RF5301 fluorescence spectrometer (3 nm emission and excitation slits) using 10 µM oligoduplexes with either 5hmC and pyC in the two strands or pyC in both strands and varying amounts of protein in buffer C (20 mM Tris/HCl pH 7.6, 200 mM NaCl, 1 mM EDTA and 1 mM DTT) at 25°C. Fluorescence was excited at 350 nm, and emission was quantified at 447 nm (the emission maximum). Fluorescence of the protein preparation alone (probably due to a contamination) was subtracted from the reading for protein DNA complex.
All measurements were carried out in triplicate for determination of standard errors. ImageQuant LAS 4000 system (GE Healthcare). The radiolabeled DNA was detected by
Typhoon TRIO (GE Healthcare).
